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Abstract: Stable hyaluronic acid nanogels were obtained following the water-in-oil microemulsion
method by covalent crosslinking with three biocompatible crosslinking agents: Divinyl sulfone,
1,4-butanediol diglycidyl ether (BDDE), and poly(ethylene glycol) bis(amine). All nanoparticles
showed a pH-sensitive swelling behavior, according to the pKa value of hyaluronic acid, as a
consequence of the ionization of the carboxylic moieties, as it was corroborated by zeta potential
measurements. QELS studies were carried out to study the influence of the chemical structure of the
crosslinking agents on the particle size of the obtained nanogels. In addition, the effect of the molecular
weight of the biopolymer and the degree of crosslinking on the nanogels dimensions was also evaluated
for BDDE crosslinked nanoparticles, which showed the highest pH-responsive response.
Keywords: hyaluronic acid; nanogels; divinyl sulfone; 1,4-butanediol diglycidyl ether; poly(ethylene
glycol) bis(amine)
1. Introduction
The majority of drugs display very poor aqueous solubility, resulting in poor bioavailability and
pharmacokinetics in vivo [1–3]. For this reason, the load of water-insoluble compounds in delivery
carriers is always an important issue. It is useful to obtain well-dispersed compounds to overcome
their poor solubility in an aqueous solution and this, in turn, may provide a novel path to improve the
uptake efficiency in vivo. When considering the design of a nanocarrier, several important factors need
to be addressed. An ideal delivery system should be composed of biocompatible and biodegradable
materials, which, reproducibly assembled into the desired size range, would be able to encapsulate a
wide range of active compounds, maintain stability in biological media, and release the therapeutic at
the site of disease.
Nanogels are three-dimensional hydrogel nanoparticles based on crosslinked hydrophilic
polymeric networks that have become very promising materials for drug delivery due to their
relatively high encapsulation capacity. These swellable polymer networks have a high capacity to
hold water (i.e. body fluids), making them generally biocompatible, and do not actually dissolve
into the aqueous medium. As soft materials, they are capable of holding molecular therapeutics and
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active biomolecules, which allows them to find applications for several therapies. Their swelling
behaviour and advantageous characteristics such as size, charge, colloidal stability, minimal toxicity, and
degradability can be easily controlled by a selection of constituent polymers and crosslinker components.
These nanocarriers protect their cargo from degradation and early elimination, and can also
participate actively in the delivery process due to their characteristic swelling properties, to help
achieve a controlled, triggered response at the target site. They can be composed of a variety of natural
or synthetic polymers, or a combination thereof, with different molecular weights, hydrophilicities,
and degradability [4,5]. They determine the chemical structure of the polymer matrix, crosslinking
degree, charge density, and swelling/deswelling that usually undergoes in response to external stimuli.
This multifunctionality, stability, tunable interior network, and ability to respond to environmental
changes enables nanogels to incorporate a broad diversity of actives of very different natures within
their structure, and ensures a spatial and stimuli-controlled release of the bioactive compounds as an
advantage to other types of nanoparticles. This makes the nanogel an adaptable nanocarrier delivery
vehicle, when compared to other delivery systems.
Nanogels are promising materials for biomedical applications. For example, they are able to
pass through physiological barriers more easily than stiffer materials, consequently leading to longer
circulation half-life. Additionally, the large surface area offers a proper space for functionalization and
bioconjugation, while the interior network is suitable for the entrapment (encapsulation) of bioactive
substances [6].
There exist various synthetic strategies for the preparation of nanogels using preformed polymers
and, via direct polymerization of monomers, using heterogeneous free radical polymerization and
heterogeneous controlled/living radical polymerization. The most used strategies are the precipitation
polymerization method and the emulsion polymerization method. Both can have disadvantages:
In precipitation methods the difference in reactivity and hydrophilicity of monomers may result
in a broad size distribution, which might restrict functionalities of resultant particles. In emulsion
methods the nanogels may suffer an unstable performance. Due to the lack of standardized synthetic
methods to get uniform nanogels with controlled properties, the understanding of the synthesis process’
variables effect on the behavior is still limited, which should be comprehensively considered at design
stage [7–14].
Naturally-derived nanogels can be prepared from polysaccharide polymers, such as hyaluronic
acid (HA), to be used in drug delivery systems [15–17]. HA is a biocompatible, negatively charged
linear polysaccharide composed of N-acetyl glucosamine and D-glucuronic acid as a repeating unit.
It is a nontoxic, biologically active, biocompatible, and biodegradable material with unique rheological
properties [18]. Furthermore, it contains free carboxylic acid and hydroxyl groups that can be easily
modified under mild conditions [19]. HA, one of the main body tissues with lubricant and/or
filler functions, is often used alone or crosslinked with other materials to develop different types of
biomaterials [20,21]. The natural presence of HA in the human body makes it a promising material
with biomedical application. However, HA applicability is limited due to the high viscosity of their
solutions and the rapid elimination by the degradation action of hyaluronidase enzymes, among
other things.
Nanotechnology proposes new opportunities to overcome these limitations. For instance,
HA nanogels have shown higher resistance to enzymatic degradation than uncrosslinked HA [22].
Different methods have been proposed to obtain HA nanoparticles, mainly based on self-assembling or
chemical crosslinking [23]. The simplest self-assembling example of HA that leads to the formation of
nanoparticles is based on electrostatic interactions with cationic polymers, such as chitosan or proteins.
Nevertheless, the instability of these particles against the pH and ionic strength has restricted their
applicability. Thus, covalent crosslinking under volume restricted conditions seems to be a more
appropriate way to prepare stable HA nanogels.
Although different methods have been employed in HA chemically crosslinked nanogels, such as
precipitation or suspension, the most widely used method is the reverse microemulsion crosslinking
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process in which water-in-oil micelles act as nanoreactors for HA crosslinking reactions, promoting the
control of the nanoparticle size. An extensively reported formulation for HA microemulsions is formed
by water as an aqueous phase for HA solution, isooctane as an organic phase, and sodium bis (ethylhexyl)
sulfosuccinate (AOT) as surfactant, however, Tween 80 and Span 20 [24,25] are also used. Additionally,
1-heptanol is traditionally added as cosurfactant. Regarding crosslinking agents, the use of divinyl
sulfone [26,27] (DVS) and 1,4-butanediol diglycidyl ether (BDDE) [28,29] is noteworthy, and, despite
having displayed toxicity in their unreacted form for high concentrations [30,31], HA has crosslinked
materials containing low concentrations of DVS or BDDE which maintain the biological characteristics
of uncrosslinked HA and are approved by the Food and Drug Administration (FDA)) [26,32]. For this
reason, new nontoxic molecules are attracting interest as crosslinkers for HA, such as polyethylene
glycol (PEG) derivatives [33]. Nonetheless, the toxicity of the crosslinking agent is a minor issue in
the formulation of nanogels because they are prepared as highly diluted dispersions. On the other
hand, the crosslinking agent plays a crucial role on the synthesis of nanogels because it can influence
the particle size and properties of the prepared nanoparticles. Thus, the crosslinker election can be
exploited to tailor the final properties of prepared networks.
This paper describes the synthesis and characterization of HA nanogels prepared by crosslinking
reactions in the reverse microemulsion medium with different crosslinking agents: Divinyl sulfone
(DVS), 1,4-butanediol diglycidyl ether (BDDE), and poly(ethylene glycol) bis(amine) (PEGBNH2).
The aim of this work is to gain deeper insight into the effect of the crosslinking agent in the particle size,
swelling capacity, and pH-responsive behaviour of covalently crosslinked HA nanogels. In addition,
the role of the molecular weight and the crosslinking ratio on cited parameters was also analyzed.
This study provides helpful conclusions about the control of the particle size and the swelling behaviour
of HA nanogels to be used as promising biomaterials for future drug delivery applications.
2. Experimental Part
2.1. Materials and Chemicals
Hyaluronic acid (HA, sodium salt, 1.2–2.2 MDa, and 500–750 kDa) was purchased
from Contripo (nutritional grade). The average molecular weights were measured by gel
permeation-chromatography equipped with refractive index (RID) and light scattering (LS15 and
LS90) detectors (HPLC Agilent Technologies, Agilent Technologies, Santa Clara, California, USA).
Employing a PolySep-GFC-P Linear 300 × 7.8mm Phenomenex column and sodium azide 0.05 M as
eluent, with 1 mL/min flow and 20 µL injection volume, followed a detector calibration against
a polyethylene oxide narrow standard (1.5 MDa). The obtained values were 2.1 MDa (PDI
= 1.009) and 751kDa (PDI = 1.024), respectively. Dioctyl sulfosuccinate sodium salt (Aerosol
OT, AOT, 98%), 1-heptanol (1-HP), 2,2,4-trimethylpentane (isooctane), divinyl sulfone (DVS),
1,4-butanediol diglycidyl ether (BDDE), poly(ethylene glycol) bis(amine) (PEGBNH2) (6000 g/mol),
1-(3-dimethylaminopropyl)-3ethylcarbodiimide (EDC), N-hydroxisuccinimide (NHS), and deuterium
oxide (D2O) were acquired from Sigma-Aldrich (Saint Louis, Missouri, USA). Ethanol absolute (EtOH)
and sodium hydroxide pellets (NaOH) were obtained from Panreac (Damstadt, Germany).
2.2. Synthesis of HA Nanogels
HA nanogels were synthesized using water-in-oil microemulsion (W/O) based on the
AOT/isooctane/H2O system. The aqueous phase was prepared by dissolving HA in 0.2 M NaOH solution
at a concentration of 4 mg/mL, while the organic phase, AOT/1-HP/Isooctane (25%/62.5%/12.5%), was
separately prepared. The microemulsion was then formed by adding the aqueous phase drop by drop
into the organic phase while vigorously stirring. Once a clear system was obtained, the crosslinking
agent (DVS or BDDE) was subsequently added, with vigorous stirring, in 1:1 (HA:crosslinker) molar
ratio. The mixture was stirred (450–550 rpm) for 1 h at room temperature. Nanoparticles were extracted
and purified by successive cycles (×6) of precipitation in ethanol and ultracentrifugation (Eppendorf
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5804R, 4 ◦C, 6000 rpm, 40 min, Sigma-Aldrich, Saint. Louis, MO, USA). Finally, the obtained nanogels
were vacuum dried at 60 ◦C until at a constant weight.
The crosslinking reaction between HA and PEGBNH2 required the activation of the carboxylic
groups of HA that was carried out by a reaction with the carbodiimide EDC in the presence of NHS.
For this, HA and NHS were dissolved in distilled water and the pH was adjusted at 5.4 by an addition
of the 2 M NaOH solution. After 15 min of constant stirring, the EDC solid was added slowly until
the molar ratio EDC/NHS/COOH was 10:4:1 maintaining the pH at 5.4. The mixture was stirred at
room temperature for 4h. After this, the water-in-oil microemulsion method was followed with the
HA-PEGBNH2 crosslinked nanoparticles.
2.3. Determination of the Pseudoternary Phase Diagram
A pseudoternary phase diagram was constructed using the water-in-oil method to find the
concentration range of the main components, in which they form microemulsions. The system is
based on an aqueous phase (H2O) and an organic phase, in which AOT and isooctane can differ.
Isooctane and AOT were mixed at a different weight radio and then hyaluronic acid solution was
added, dropwise, and with constant agitation. The samples were classified as microemulsions when
they appeared as fully transparent liquids (transmittance value up to 60% at λ = 605 nm). It could
be noted that 1-heptanol was used as a cosurfactant to interact between the surfactant and water
interphase to improve the microemulsion process.
2.4. Characterization Methods
2.4.1. Transmission Electron Microscopy (TEM)
The morphological characterization and particle size distribution of prepared nanogels dispersions
were studied by using the JEOL JEM 1400 Plus transmission electron microscope (JEOL, Tokyo, Japan).
Samples were vacuum dried at 45 ◦C for 30 h. Dried nanoparticles were dispersed in distilled water
(1 mg/mL) and a drop was deposited on a carbon-coated TEM grid that was dried and glow-discharged
in a high vacuum chamber. A total of 50 particles were employed for statistical analyses of the
particle size in each TEM photograph that lead to obtain particle size distributions. Three samples
were analyzed in all the cases, and the average particle sizes (dp) and standard deviations could
be calculated.
2.4.2. Nuclear Magnetic Resonance (1H-NMR)
The compositions of the hyaluronic acid crosslinked nanoparticles were analyzed by NMR
spectroscopy. 1H-NMR spectra were taken in D2O on a Bruker Avance 500MHz spectrometer at 25 ◦C
(Bruker, Billerica, Massachusetts, USA). The samples were prepared using deuterium oxide to disperse
the nanogels in a 1 mg/mL concentration.
2.4.3. Dynamic Light Scattering (DLS)
Dynamic light scattering (DLS) allows the measurement of the hydrodynamic size and distribution
of nanoparticles. To determine the size distribution of synthesized nanogels, Malvern Zetasizer ZS
equipment (Malvern Panalytical, Malvern, UK) was used. The dried powder samples (0.04 mg/mL)
were dispersed in distilled water, which swells the crosslinked nanogels resulting in homogeneous
dispersions. External pH value was varied by the addition of 0.1 M and 0.01 M NaOH solutions and
1% (v/v) HAc solutions. All measurements were made at room temperature and shown values are the
average of 9–12 replicates.
2.4.4. Zeta Potential
Zeta potential measurements were used to analyze the surface charge of the nanogels at different
ionization stages and were carried out in a Malvern Zetasizer ZS equipment (Malvern Panalytical,
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Malvern, UK). Hyaluronic acid nanoparticles were dispersed in distilled water (0.04 mg/mL). Solutions
of HAc (1% (v/v) and NaOH (1 M, 0.1 M, 0.01 M) were employed to vary the pH of the medium. The size
distributions were obtained by NNLS analysis, and the average size of the obtained distributions are
displayed in Figures 5, 7, and 8 where error bars represent the standard deviations of the average size
of five different samples.
3. Results
3.1. Determination of the Microemulsion Phase Diagram
Figure 1 shows the pseudeternary phase diagram corresponding to the system based on H2O
(HA)/Isooctane/AOT. The diagram is divided in two areas that separate the microemulsion region
(blue) from the emulsion region (red). The area outside the frame of the microemulsion corresponds
to the emulsion that indicates a turbid region with the multiphase system. Microemulsions were
differentiated from emulsions because they were completely transparent (transmittance up to 60%,
at 605 nm) as a consequence of the colloidal size of the micelles, while emulsions were shown to be
milky [34,35].
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Figure 1. Pseudothernary phase diagram obtained for the system based on H2O/ trimethylpentane
(isooctane)/ dioctyl sulfosuccinate sodium salt (Aerosol OT, AOT). The white point corresponds with
the employed formulation for hyaluronic acid (HA) nanogel preparation.
3.2. Effect of the Crosslinking Agent
Three crosslinking agents were employed in HA nanogel preparation: DVS, BDDE, and PEGBNH2.
DVS is a hydrophobic molecule that shows the lowest water-affinity in comparison with the rest of the
employed crosslinking agents. Regarding the most hydrophilic molecules, BDDE and PEGBNH2, it is
worth highlighting the similar chemical structure of both molecules and the significantly longer and
flexible chemical structure of PEGBH2.
HA presents several functional groups that are suitable for chemical transformation, such as
carboxylate, acetamide groups, chain end reducer groups, and hydroxyl groups. Proposed crosslinking
agents link to HA by different reaction sites involving different crosslinking pathways (Figure 2). DVS
and BDDE, which are commercial covalent crosslinking agents for HA [36,37], present a similar reaction
mechanism by reacting with the hydroxyl groups of the polysaccharide. This reaction takes place in
basic environments (pH > 11) in which the main hydroxyl groups are ionized (pKa~ 9–10) [38,39],
resulting in the formation of ether bonds after the attack of alkoxide groups onto the DVS double bond
or BDDE epoxide groups [29], leading to sulphonyl-bis-ethyl or 1,4-butanediol di-(propan-2,3-diolyl)
ether bonds, respectively, by Oxa–Michael addiction reactions.
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Figure 2. Schemes of crosslinking reactions of HA with (A) divinyl sulfone (DVS) (B) butanediol
diglycidyl ether (BDDE), and (C) poly(ethylene glycol) bis(amine) (PEGBNH2) followed in the
preparation of covalently crosslinked HA nanogels.
However, the first system reported in the literature about the synthesis of chemically crosslinked
HA nanogels followed the strategy of amide coupling by –COOH groups of HA after being initiated
by a water soluble carbodiimide [40]. The reaction took place in an emulsified medium by reaction
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with the –NH2 moieties of adipic acid dihydrazide leading to HA microspheres. Since PEG is one of
the most popular polymers in the current chemical modification of biomaterials, due to its unique
physicochemical and biological properties, such as its high hydrophilicity and biocompatibility, there
is a great interest in the use of PEG derivatives as crosslinking agents. In this sense, PEG diamine has
emerged in recent years as a promising crosslinker with amide bonds formation for polymers that
present carboxylate groups. However, this reaction presents a disadvantage to the previous activation
step of HA carboxyl groups that typically take place via a reaction with 1-(3-dimethylaminopropyl)
-3-ethylcarbodiimide (EDC) [41], which is highly water-soluble. Commonly, the yield of carboxylate
activation reaction is increased using N-hydroxysuccinimide (NHS), which ultimately minimizes side
reactions [29,42].
The 1H-NMR spectra of obtained nanogels dispersions revealed the incorporation of the
crosslinking agents and made possible the estimation of the degree of modification of HA and,
subsequently, the degree of crosslinking of the nanogels. A typical spectrum of pristine HA is shown
in Figure 3A. A broad multiplet around 3.2 and 4.2 ppm corresponds with the signals of the protons in
the sugar rings, while the resonance signal at 4.5 ppm is assigned to the two anomeric protons, H1 and
H8. The clearly defined signal at 1.9 ppm corresponds to the methyl protons of the N-acetyl groups of
HA. This signal was used as the reference to calculate the modification degree after crosslinking during
nanogel preparation [29]. The colloidal nature of nanogels restricts the intensity of the resonance of the
signals in the NMR spectra with respect to pure HA, as can be observed in Figure 3.
Regarding DVS crosslinking, the appearance of new signals around 4 ppm, corresponding to
the introduced –CH2-moieties of the DVS molecule could be observed. Since these alkyl protons are
adjacent to oxygen and sulphur atoms, their resonance leads to a multiplet at higher chemical shifts
than alkyl protons of initial HA, enabling their integration. The degree of modification was determined
by the comparison of the integration of DVS alkyl protons (H12–13, 4.0 ppm) with that of the acetamide
moiety of the N-acetyl-D-glucosamine residue of HA (1.9 ppm), which indicated a 48% incorporation
of DVS to the HA sugar unit.
In the case of BDDE crosslinking, a clearly differentiated signal was observed at 1.5 ppm that
is ascribed to the alkyl protons of the BDDE molecule (H14) adjacent to alkyl protons. In addition,
the resonance of alkyl protons of BDDE next to oxygen atoms (H12 and H13) at 3.6–4.2 ppm could
also be observed for the crosslinked nanoparticles. Nevertheless, the substitution degree in this case
was easily determined by calculating the relative integration of alkyl protons appearing at 1.5 ppm of
BDDE and the methyl protons of the N-acetyl group of HA (1.9 ppm), and a value of 48% was obtained.
The BDDE linkage to the HA backbone could be confirmed by the resonance signals of H15 protons at
2.9–3.0 ppm that appeared shifted from those smaller signals of the unreacted BDDE (2.6–2.8 ppm).
These last peaks were not significant enough for quantitative determinations.
The PEG grafted onto the activated carboxylic acid of HA dealt with the appearance of a new
broad resonance signal around 3.3–4.0 ppm being superimposed with the peaks of the native HA,
corresponding to the –CH2 groups of the PEG backbone. The substitution degree could be determined
by comparing the ratios of peak integrals from these alkyl moieties with respect to the methyl protons
of the N-acetyl group of HA (1.9 ppm) prior and after the modification reaction with PEGBNH2.
The modification degree, so determined, corresponded to a 1.2%. Thus, HA modification reactions by
means of hydroxyl groups, such as those carried out with DVS and BDDE, led to similar modification
degrees that were higher than those that implied reaction by the carboxylic acid groups of HA. It seems
that the limitation in the number and accessibility of the carboxylic group of HA restricts the efficiency
of the amidation reaction for crosslinking [43].
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Figure 3. Nuclear magnetic resonance (1H-NMR) spectra of hyaluronic acid (2.1 MDA) in D2O (A)
and HA nanogels prepared by its crosslinking in microemulsion with (B) DVS, ( ) PE B H2, and
(D) BDDE in a molar ratio HA: crosslinker of 1:1.
TEM images (Fi ure 4) evealed that pre ared nanogels show spherical morphology for all the
crosslinking agents employed and show no significant agglomeration. Crosslinking with DVS led,
in the dried state, to higher particle size (45 nm) than crosslinking with BDDE (21 nm) or PEGBNH2
(~10 nm). This fact could be related to the hydrophobic nature of the DVS crosslinking agent that may
lead, as a consequence of hydrophobic-hydrophobic interactions, on the one hand, to more compact
nanogels and, on the other hand, to the aggregates of the particles. On the contrary, the lower particle
sizes in the dried state, observed in TEM photographs for nanogels crosslinked with PEG, could be
ascribed to the low crosslinking degree measured for these nanoparticles.
The hydrodynamic diameters of swollen nanogels were determined by DLS measurements as the
function of the external pH. For all the studied networks, nanogels showed a pH-responsive volume
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transition according to the pKa value of pristine HA. It is noteworthy that the pH-sensitive swelling of
HA nanogels has been reported for multifunctionalized HA derivatives, such as the use of the pH
labile crosslinker [44]. However, to the best of our knowledge, investigations on the direct pH response
of chemically crosslinked HA nanogels have not been addressed.
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Figure 4. Transmission el ctron i r y (TEM) microphotographs of (A) DVS, (B) BDDE, and
(C) PEGBN 2, crosslinked (1:1, HA:crosslinker molar ratio) HA (2.1 MDA) nanoparticles, average
particle sizes (dp), and particle size distributions.
As it is shown in Figure 5, the average particle diameter increases for all the studied systems when
the external pH increases above the apparent pKa value of the nanoparticles. The carboxylic groups
deionization that takes place since pH value is increased (pH > 5) promotes repulsive electrostatic
interactions between –COO− moieties, resulting in higher hydrodynamic diameters. This progressive
deprotonation of carboxylic acids groups at high pH values was corroborated by electrokinetic potential
(ξ potential) measureme ts of the dispersions of the nanogels, varying the pH of the me ium. Indeed,
the ξ-potential decreased for all the cas s in the range of pH from 4 to 8.
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Zeta potential measurements also corroborated the modification of carboxylic moieties by a
reaction with PEGBNH2. The amidation reaction slightly reduced the number of carboxylate groups
of HA nanogels and, as a consequence, the number of negative surface charges were diminished;
ξ = −15 mV was measured at pH = 4 for HA nanogels modified by hydroxylic groups (Figure 5), while
only ξ = −8 mV was displayed for PEGBNH2 crosslinked HA nanogels at the same pH value.
In addition, a clear effect of the chemical structure of the crosslinking agent on the particle size
of the obtained nanogels in the swollen state could also be observed. The swelling degree of the
network, as a consequence of the pH variation of DVS crosslinked nanogels (44%), was similar to
the particle size of the nanogels crosslinked with PEGB(NH2) (35%), and both were lower than that
of the BDDE crosslinked particles (75%). The hydrophobic and rigid structure of DVS led to larger
particles, regardless of the pH of the medium, compared to the other crosslinkers, and it seems to limit
the swelling of HA nanogels leading to low swelling capacity. In contrast, nanogels modified with
PEGBNH2 showed a low swelling capacity, despite the long chain length and hydrophilic and flexible
nature of this crosslinking agent. In this case, the low crosslinking grade promotes a low-swelling
capacity, derived from the limited crosslinking efficiency. In addition, chemical modification of the
carboxyl groups leads to a slightly reduced negative charge repulsion of HA chains, which may have a
significant decreasing effect on nanogel pH-responsive swelling.
The swelling capacity of studied systems was also calculated by comparing the particle diameters
measured in the dried state (TEM) and in the swollen state (pH = 4.0) of the nanogels, to evaluate
the effect of the hydrophilicity of the crosslinking agents, regardless of the ionic effect. Swelling
factors of 12%, 17%, and 47% could be determined for DVS, BDDE, and PEGBNH2, respectively, as
expected, according to the differences on their chemical structure above described, and unlike the
measured pH-responsive swelling degrees. Certainly, the swelling induced in an ionic network is the
accumulative effect of the mixing, elastic, and ionic contributions. In the case of PEGBNH2, crosslinking
reduces ionic contribution due to the decrease of ionisable groups in the network, but at the same time
provokes the enhancement of the elastic force derived from its long chain length and hydrophilic and
flexible nature that, in this case, governs the swelling of the network from the dried state and leads to
high swelling grades, despite the low dimensions in the absence of water.
Therefore, it could be concluded that the election of the crosslinking agent plays a crucial role in
the swelling capacity of the obtained nanogels and that the nanogels crosslinked with BDDE resulted
in being the most interesting pH-responsive networks that showed the largest swelling by external
pH change.
3.3. Effect of HA Molecular Weight and BDDE Content
HA, with two different molecular weights of 2.1 MDa (HMW) and 751 kDa (LMW), and three BDDE
contents (0.2, 1, and 10 equivalents), were employed in the preparation of the nanogels crosslinked with
BDDE in order to analyse the effect of these parameters on the properties of obtained nanoparticles.
High crosslinking yields (>90%) could be determined by 1H-NMR in all the samples, except in the
cases in which the 1:10 HA:BDDE feed ratio was used, because the excess of the crosslinking agent
led to a misleading integration of NMR signals, as a consequence of the considerable amount of
unreacted BDDE. This limits the applicability of BDDE highly-concentrated feeds in the preparation of
HA nanogels.
TEM microphotographs did not show significant differences on the particle size of dried nanogels
nor when the molecular weight of HA was varied, neither was the BDDE content changed, as can be
observed in Figure 6.
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1:10 nanoparticles average particle sizes (dp) and particle size distributions.
Moreover, as it is shown in Figure 7, HA nanogels with high and low molecular weight led to
similar swelling grades from the dried state to the swollen state at pH = 4.0 (17.4 and 18.0% for high
and low molecular weight HA, respectively). However, slightly greater swelling could be observed in
the swelling degree as a consequence of the pH variation (75% and 94% for high and low molecular
weight HA, respectively). This data could be explained by the physical entanglements characteristics
of high molecular weight macromolecular chains that restrict the swelling of the nanogels [45,46].
Certainly, these differences are also related to the crosslinking reaction because the crosslinking grades
determined by 1H-NMR spectroscopy were slightly higher (78.0%) for high molecular weight HA than
for low molecular weight HA (73%) (Supplementary Figure S1A,B).
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In addition, a clear variation in the zeta potential of the nanogels prepared with different molecular
weights of HA could be observed. As Figures 7 and 8 show, nanogels prepared with high molecular
weight HA also displayed more negative charge than nanogels prepared with low molecular weight
HA. This fact is in accordance with the more negative charge of the uncrosslinked high molecular
weight HA molecules (−18 mV at pH = 4 and −65 mV at pH = 8) in comparison with low molecular
weight HA (−14 mV at pH = 4 and −45 mV at pH = 8).Polymers 2018, 10, x FOR PEER REVIEW  13 of 16 
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Figure 8. Hydrodynamic diameters () and zeta potential (N) as a function of external pH for HA
nanogels obtained by the crosslinking of HA (high molecular weight) with BDDE at different ratios:
(A) HA (HMW)–BDDE 1:0.2, (B) HA (HMW)–BDDE 1:1, and (C) HA (HMW)–BDDE 1:10 and obtained
by crosslinking of HA (low molecular weight) with (D) HA (LMW)– =BDDE 1:0.2, (E) HA (LMW)–BDDE,
and (F) HA (LMW)–BDDE 1:10.
Increasing BDDE content was employed for the preparation of HA (low and high molecular
weight) nanogels. Obtain d DLS measureme ts showed, regardless of the molecular weight of HA,
a significant effect when a low BDDE content was added on the hydrodynamic diameters of the
nanogels. Networks prepared with 0.2 equivalents of BDDE showed particle sizes on the micrometric
scale and hydrodynamic diameters 2.2 times higher on the range of pH than nanogels with 1:1 and
1:10 HA:BDDE feed ratio (Figure 8). Thus, it seems that the effect of a low reticulation degree (1:0.2
HA:BDDE) of the network favoured swelling properties (swelling by p change and swelling from
the dried to the swollen state) of the nanogels (Figure 7, Table 1). As expected, high crosslinking
concentrations (1:1 HA:BDDE) lead to a higher elastic contribution to the swelling of the network that
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restricts its particle size. However, as it has also been demonstrated in the literature that, for certain
crosslinking values, this effect is cancelled and countered by the physical steric hindrance added
by crosslinker molecules [47]. It seems that this was the case of the nanogels prepared with high
concentrations of crosslinking, 1:10, HA:BDDE initial ratio.
Table 1. Swelling degree (%) and crosslinking percentage of HA nanogels prepared with different
initial molecular weights.
HA
Molecular Weight BDDE Equivalents
Swelling Degree (%)





1–0.2 28 59 15
1–1 17 75 78
1–10 21 38 -
751 KDa
1–0.2 35 53 22
1–1 18 94 73
1–10 29 36 -
1 Determined by 1H-NMR.
4. Conclusions
Hyaluronic acid was successfully crosslinked with the biocompatible crosslinkers divinyl sulfone
(DVS), 1,4-butanediol diglycidyl ether (BDDE), and poly(ethylene glycol) bis(amine) (PEGBNH2) by
W/O microemulsion leading to ultrafine nanogels (<50 nm TEM). The prepared nanogels displayed
a pH-responsive swelling according to the pKa of the non-crosslinked hyaluronic acid, this is,
the hydrodynamic diameter of the nanogels colloid dispersions increased by increasing the pH from
4 to 8. The QELS analysis showed how the swollen dimensions can be ranged from the micro to the
nanoscale by varying the crosslinking degree for BDDE crosslinked gels. Despite the molecular weight
not showing a significant effect on the particle size of dried nanogels, the physical entanglements
derived from a high chain length led to restricted swollen particle sizes. In addition, the swelling
capacity from the dried to the unionized swollen state, and that derived by changes on the external pH,
clearly depended on the chemical structure of the crosslinking agent. The nanogels crosslinked with
BDDE were the most interesting pH-responsive networks conducting the largest swelling as a response
to external pH change. The pH-responsive swelling of the studied nanogels make them attractive
candidates as degradable and biocompatible nanocarriers for a large variety of biomedical applications.
Supplementary Materials: The following are available online at http://www.mdpi.com/2073-4360/11/4/742/s1,
Figure S1: 1H-NMR spectra of (A) HA (HMW)-BDDE 1:1 and (B) HA (LMW)–BDDE 1:1, Figure S2: 1H-NMR
spectra of HA nanogels prepared by crosslinking in microemulsion with HA (HMW) and BDDE in molar relation
of (A) 1:0.2, (B) 1:1, and (C) 1:10, Figure S3: 1H-NMR spectra of HA nanogels prepared by crosslinking in
microemulsion with HA (LMW) and BDDE in molar relation of (A) 1:0.2, (B) 1:1, and (C) 1:10.
Author Contributions: Conceptualization, L.P.-Á, L.R.-R., R.P.G., V.S.-M., and J.L.V.-V.; methodology, L.P.-Á.,
L.R.-R., R.P.G., V.S.-M., and J.R.P.; formal analysis, L.P.-Á., R.P.G., V.S.-M.; investigation, S.M., J.R.P.; resources,
R.P.G., J.L.V.-V.; writing—original draft preparation, L.P.-Á., V.S.-M., S.M.; writing—review and editing, L.P.-Á.,
V.S.-M., L.R.-R.
Funding: This research was funded by the Government of the Basque Country (Grupos de Investigación, IT718-13,
Frontiers, Programas Hazitek 2017–2018).
Acknowledgments: Authors are also grateful to the technical and human support provided by SGIKER (UPV/EHU,
MICINN, GV/EJ, ERDF, and ESF).
Conflicts of Interest: The authors declare no conflict of interest.
References
1. Mura, S.; Nicolas, J.; Couvreur, P. Stimuli-responsive nanocarriers for drug delivery. Nat. Mater. 2013, 12,
991–1003. [CrossRef] [PubMed]
Polymers 2019, 11, 742 14 of 16
2. Lipinski, C.A.; Lipinski, C. Poor Aqueous Solubility: An Industry Wide Problem in Drug Delivery Discovery.
Am. Pharm. Rev. 2016, 5, 1–16.
3. Motornov, M.; Roiter, Y.; Tokarev, I.; Minko, S. Stimuli-responsive nanoparticles, nanogels and capsules for
integrated multifunctional intelligent systems. Prog. Polym. Sci. 2010, 35, 174–211. [CrossRef]
4. Tahara, Y.; Akiyoshi, K. Current advances in self-assembled nanogel delivery systems for immunotherapy.
Adv. Drug Deliv. Rev. 2015, 95, 65–76. [CrossRef]
5. Wu, H.Q.; Wang, C.C. Biodegradable smart nanogels: A new platform for targeting drug delivery and
biomedical diagnostics. Langmuir 2016, 32, 6211–6225. [CrossRef] [PubMed]
6. Asadian-Birjand, M.; Sousa-Herves, A.; Steinhilber, D. Functional nanogels for biomedical applications.
Curr. Med. Chem. 2012, 19, 5029–5043. [CrossRef] [PubMed]
7. Vauthier, C.; Bouchemal, K. Methods for the Preparation and Manufacture of Polymeric Nanoparticles.
Pharm. Res. 2009, 26, 1025–1058. [CrossRef]
8. Chacko, R.T.; Ventura, J.; Zhuang, J.; Thayumanavan, S. Polymer nanogels: A versatile nanoscopic drug
delivery platform. Adv. Drug Deliv. Rev. 2012, 64, 836–851. [CrossRef]
9. Zhang, X.; Malhotra, S.; Molina, M.; Haag, R. Micro- and nanogels with labile crosslinks-from synthesis to
biomedical applications. Chem. Soc. Rev. 2015, 44, 1948–1973. [CrossRef]
10. O’Reilly, R.K.; Hawker, C.J.; Wooley, K.L. Cross-linked block copolymer micelles: Functional nanostructures
of great potential and versatility. Chem. Soc. Rev. 2006, 35, 1068–1083. [CrossRef] [PubMed]
11. Chiang, W.H.; Ho, V.T.; Huang, W.C.; Huang, Y.F.; Chern, C.S.; Chiu, H.C. Dual stimuli-responsive polymeric
hollow nanogels designed as carriers for intracellular triggered drug release. Langmuir 2012, 28, 15056–15064.
[CrossRef]
12. Sanson, N.; Rieger, J. Synthesis of nanogels/microgels by conventional and controlled radical crosslinking
copolymerization. Polym. Chem. 2010, 1, 965–977. [CrossRef]
13. Elsabahy, M.; Heo, G.S.; Lim, S.M.; Sun, G.; Wooley, K.L. Polymeric Nanostructures for Imaging and Therapy.
Chem. Rev. 2015, 115, 10967–11011. [CrossRef] [PubMed]
14. Desale, S.S.; Cohen, S.M.; Zhao, Y.; Kabanov, A.V.; Bronich, T.K. Biodegradable hybrid polymer micelles for
combination drug therapy in ovarian cancer. J. Control. Release 2013, 171, 339–348. [CrossRef] [PubMed]
15. Bencherif, S.A.; Siegwart, D.J.; Srinivasan, A.; Horkay, F.; Hollinger, J.O.; Washburn, N.R.; Matyjaszewski, K.
Nanostructured hybrid hydrogels prepared by a combination of atom transfer radical polymerization and
free radical polymerization. Biomaterials 2009, 30, 5270–5278. [CrossRef]
16. Hirakura, T.; Yasugi, K.; Nemoto, T.; Sato, M.; Shimoboji, T.; Aso, Y.; Morimoto, N.; Akiyoshi, K. Hybrid
hyaluronan hydrogel encapsulating nanogel as a protein nanocarrier: New system for sustained delivery of
protein with a chaperone-like function. J. Control. Release 2010, 142, 483–489. [CrossRef]
17. Bencherif, S.A.; Washburn, N.R.; Matyjaszewski, K. Synthesis by AGET ATRP of degradable nanogel
precursors for in situ formation of nanostructured hyaluronic acid hydrogel. Biomacromolecules 2009, 10,
2499–2507. [CrossRef]
18. Garg, H.G.; Hales, C.A. Chemistry and Biology of Hyaluronan, 1st ed.; Elsevier: Boston, MA, USA, 2004.
19. Luo, Y.; Kirker, K.R.; Prestwich, G.D. Modification of natural polymers: Hyaluronic acid. In Methods of Tissue
Engineering; Academic Press: San Diego, CA, USA, 2001; Volume 1, pp. 539–553.
20. Aigner, J.; Tegeler, J.; Hutzler, P.; Campoccia, D.; Pavesio, A.; Hammer, C.; Kastenbauer, E.; Naumann, A.
Cartilage tissue engineering with novel nonwomen structured biomaterial based on hyaluronic acid benzyl
ester. J. Biomed. Mater. Res. Banner 1998, 42, 22–24.
21. Burdick, J.A.; Chung, C.; Jia, X.; Randolph, M.A.; Langer, R. Controlled degradation and mechanical behavior
of photopolymerized hyaluronic acid networks. Biomacromolecules 2005, 6, 386–391. [CrossRef]
22. Gold, M. The science and art of hyaluronic acid dermal filler use in esthetic applications. J. Cosmet. Dermatol.
2009, 8, 301–307. [CrossRef] [PubMed]
23. Ossipov, D. Nanostructured hyaluronic acid-based materials for active delivery to cancer. Expert Opin. Drug
Deliv. 2010, 7, 681–703. [CrossRef]
24. Jha, A.K.; Malik, M.S.; Farach-Carson, M.C.; Duncan, R.L.; Jia, X. Hierarchically structured, hyaluronic
acid-based hydrogel matrices via the covalent integration of microgels into macroscopic networks. Soft Matter
2010, 6, 5045–5055. [CrossRef] [PubMed]
25. Kong, M.; Chen, X.G.; Kweon, D.K.; Park, H.J. Investigations on skin permeation of hyaluronic acid based
nanoemulsion as transdermal carrier. Carbohydr. Polym. 2011, 86, 837–843. [CrossRef]
Polymers 2019, 11, 742 15 of 16
26. Collins, M.N.; Birkinshaw, C. Hyaluronic acid based scaffolds for tissue engineering—A review. Carbohydr.
Polym. 2013, 92, 1262–1279. [CrossRef] [PubMed]
27. Yu, Y.; Chau, Y. One-Step “Click” Method for Generating Vinyl Sulfone Groups on Hydroxyl-Containing
Water-Soluble Polymers. Biomacromolecules 2012, 13, 937–942. [CrossRef] [PubMed]
28. Kenne, L.; Gohil, S.; Nilsson, E.M.; Karlsson, A.; Ericsson, D.; Helander Kenne, A.; Nord, L.I. Modification and
cross-linking parameters in hyaluronic acid hydrogels—Definitions and analytical methods. Carbohydr. Polym.
2013, 91, 410–418. [CrossRef]
29. Schanté, C.E.; Zuber, G.; Herlin, C.; Vandamme, T.F. Chemical modifications of hyaluronic acid for the
synthesis of derivatives for a broad range of biomedical applications. Carbohydr. Polym. 2011, 85, 469–489.
[CrossRef]
30. Fidalgo, J.; Deglesne, P.; Arroyo, R.; Sepúlveda, L.; Deprez, P. Detection of a new reaction by-product in
BDDE cross-linked autoclaved hyaluronic acid hydrogels by LC– S analysis. Med. Devices Evid. Res. 2018, 1,
367–376. [CrossRef]
31. Lai, J. Relationship between structure and cytocompatibility of divinyl sulfone cross-linked hyaluronic acid.
Carbohydr. Polym. 2014, 101, 203–212. [CrossRef]
32. Bulpitt, P.; Aeschlimann, D. New strategy for chemical modification of hyaluronic acid: Preparation of
functionalized derivatives and their use in the formation of novel biocompatible hydrogels. J. Biomed. Mater.
Res. 1999, 47, 152–169. [CrossRef]
33. Choi, K.Y.; Min, K.H.; Yoon, H.Y.; Kim, K.; Park, J.H.; Kwon, I.C.; Choi, K.; Jeong, S.Y. PEGylation of hyaluronic
acid nanoparticles improves tumor targetability in vivo. Biomaterials 2011, 32, 1880–1889. [CrossRef]
34. Bogdan Allemann, I.; Baumann, L. Hyaluronic acid gel preparations in the treatment of facial wrinkled and
folds. Clin. Interv. Aging 2008, 3, 629–634.
35. Boonme, P.; Krauel, K.; Graf, A.; Rades, T.; Junyaprasert, V.B. Characterization of microemulsion structures
in the pseudoternary phase diagram of isopropyl palmitate/water. AAPS PharmSciTech 2006, 7, E1–E6.
[CrossRef]
36. Strasser, S.; Slugovc, C. Nucleophile-mediated oxa-Michael addition reactions of divinyl sulfone—A thiol-free
option for step-growth polymerisations. Catal. Sci. Technol. 2015, 5, 5091–5094. [CrossRef]
37. Al-Sibani, M.; Al-Harrasi, A.; Neubert, R.H.H. Study of the effect of mixing approach on cross-linking
efficiency of hyaluronic acid-based hydrogel cross-linked with 1,4-butanediol diglycidyl ether. Eur. J. Pharm.
Sci. 2016, 91, 131–137. [CrossRef]
38. Shimojo, A.A.M.; Pires, A.M.B.; Lichy, R.; Santana, M.H.A. The performance of crosslinking with divinyl
sulfone as controlled by the interplay between the chemical modification and conformation of hyaluronic
acid. J. Braz. Chem. Soc. 2015, 26, 506–512. [CrossRef]
39. De Boulle, K.; Glogau, R.; Kono, T.; Nathan, M.; Tezel, A.; Roca-Martinez, J.X.; Paliwal, S.; Stroumpoulis, D.
A review of the metabolism of 1,4-butanediol diglycidyl ether-crosslinked hyaluronic acid dermal fillers.
Dermatol. Surg. 2013, 39, 1758–1766. [CrossRef]
40. Zhibing, H.; Xiaohu, X.; Liping, T. Process for Synthesizing Oil and Surfactant-Free Hyaluronic Acid
Nanoparticles and Microparticles. U.S. Patent 7,601,704 B2, 13 October 2009.
41. Jeon, O.; Song, S.J.; Lee, K.J.; Park, M.H.; Lee, S.H.; Hahn, S.K.; Kim, S.; Kim, B.S. Mechanical properties
and degradation behaviors of hyaluronic acid hydrogels cross-linked at various cross-linking densities.
Carbohydr. Polym. 2007, 70, 251–257. [CrossRef]
42. Prestwich, G.D.; Marecak, D.M.; Marecek, J.F.; Vercruysse, K.P.; Ziebell, M.R. Controlled chemical modification
of hyaluronic acid: Synthesis, applications, and biodegradation of hydrazide derivatives. J. Control. Release
1998, 53, 93–103. [CrossRef]
43. Khunmanee, S.; Jeong, Y.; Park, H. Crosslinking method of hyaluronic-based hydrogel for biomedical
applications. J. Tissue Eng. 2017, 8, 1–16. [CrossRef] [PubMed]
44. Luan, S.; Zhu, Y.; Wu, X.; Wang, Y.; Liang, F.; Song, S. Hyaluronic-Acid-Based pH-Sensitive Nanogels for
Tumor-Targeted Drug Delivery. ACS Biomater. Sci. Eng. 2017, 3, 2410–2419. [CrossRef]
45. Labhasetwar, V.; Leslie-Pelecky, D.L. Nanogels: Chemistry to drug delivery. In Biomedical Applications of
Nanotechnology; Wiley: Weinheim, Germany, 2007; pp. 131–170.
Polymers 2019, 11, 742 16 of 16
46. Kobayashi, Y.; Okamoto, A.; Nishinari, K. Vicoelasticity of hyaluronic acid with different molecular weights.
Biorheology 1994, 31, 235–244. [CrossRef] [PubMed]
47. Sáez Martínez, V.; Pérez-Álvarez, L.; Hernáez, E.; Herrero, T.; Katime, I. Synthesis, Characterization, and
Influence of Synthesis Parameters on Particle Sizes of a New Microgel Family. Polym. Chem. 2007, 45,
3833–3842. [CrossRef]
© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).
